In this research, a finite element study on a nanoneedle-microfluidic system for single cell temperature measurement is presented. The nanoneedle design and electrical and mechanical characterization are analyzed, in which tungsten is used as the sensing material. A rectangular shaped sensor with a gap of 10.8 µm showed to give the same current density distribution within the nanoneedle, and a 90 nm 2 cross-sectional area showed to cause minimum damage to the cell. Furthermore, the current showed to have a positive temperature coefficient of resistance (TCR) with an increase in the temperature, and the nanoneedle showed to be able to resist ramp force up to 22.5 µN before failure. Electrical measurement on yeast cell showed that the nanoneedle was independent of the cell conductivity. The nanoneedle proved to be able to measure temperature with a current difference of 50 nA and a resolution of 0.02 • C in 10 ms. A Y-shaped microchannel was proposed and the microchannel cross-sectional area was optimized to be 63 µm 2 and a flow rate of 24.6 pL/min allowed successful cell penetration causing minimal damage to the cell.
Introduction
Single cell analysis has become an important field of research in which cell properties are studied for an improved understanding of cellular processes. Cell intracellular temperature has been proven a vital element in most cellular activates. Recently, many attempts by researchers focused on developing sensors that have high accuracy and do not cause any damages to the cells, such as nanogap biosensors [1] , nanoneedle biosensors [2, 3] , and sensors using extended-gate field-effect transistors [4, 5] .
Micro total analysis system (µTAS) and lab on chip (LOC) attracted many researchers towards improving traditional detection techniques in many chemical, biological and medical areas. The added advantages that these systems provide, such as the ability to combine and automate all the analysis steps from sampling to obtaining data in a single chip, reduce total analysis time and are very cost effective encouraged the development of techniques that support many clinical applications including single cell analysis [6] [7] [8] .
Single cell analysis is the type of study that considers the identity of individual cells and cell heterogeneity that made it an expanding field of research worldwide. Different cell properties include chemical, electrical, mechanical and thermal properties. The intracellular temperature of cells has shown to have important roles in cell functions, metabolisms, divisions and many other vital cellular activities [9] [10] [11] . In addition, cells that are characterized with an abnormality such as cancer tend to have higher heat production rates compared to normal cells [12] .
The idea of the device is to integrate a thermal nano-sensor with a microfluidic channel to have a high throughput system for rapid analysis. The system design is shown in Figure 1a . The concept can be summarized as follows: By manipulating the flow rate of water using an external syringe pump through the inlet hole, cells will flow towards the nanoneedle and would have the necessary force imposed on it that will enable the penetration into the nanoneedle for temperature measurement, as shown in Figure 1b ,c.
The detection is done by applying voltage to the electrodes of the nanoneedle and measuring the output current for results. The current value will change corresponding to the change in the internal temperature of the cell. The nanoneedle works in the same principle as the resistance temperature detectors (RTD) having a positive temperature coefficient of resistance (TCR). The sensing element was chosen to be of tungsten for its high electrical conductivity, mechanical strength and promising fabrication procedure [23] [24] [25] . The rigidity of Tungsten and the small size of the nanoneedle ensure higher chances of penetration. Equations (1) and (2) [26] present the working principle of the sensor. (2) V is the voltage (V), I is the current (A), R is the resistance (Ohm), (ρ) is related the resistivity which relates resistance to temperature, and T is the temperature (K).
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Simulation Analysis Setup
In this work, the simulation analysis was done using ABAQUS (Version: 6.12, Dassault Systemes, Vélizy-Villacoublay Cedex, France) finite element analysis software that performs multiphysics analysis. Different settings were implemented for each stage in the modeling process depending on the parameters and condition under study. For instance, in the designing (shape, gap and size) and electrical and mechanical characterization of the nanoneedle, the objectives of the simulation are to have an equally distributed current density within the nanoneedle, to obtain the nanoneedle that causes minimal damage to the cell under study. This is performed to have the same behavior as a positive RTD, and to have high strength to be able to penetrate the cell/cell wall. This involved the use of electrical-thermal and mechanical definition. The nanoneedle was modelled as a 3D solid deformable DC3D4E with a 4-node linear coupled thermal-electrical element for the nanoneedle shape and size optimization. The nanoneedle shape of either being square or a circular ( Figure 2 ) and the gap length within the nanoneedle were studied (Figure 2b ), the uniformity of current density distribution was the determining factor. The cross-sectional area size of the nanoneedle was analyzed based on the damage the nanoneedle caused a yeast cell after penetration (Figure 3a) . The nanoneedle position on a 4 μm yeast cell model is shown in Figure 3b . The yeast cell was modelled as a solid deformable C3D8R with an 8-node linear brick 3D stress element for mechanical model. The cell model had two main components: the cell wall and cytoplasm. The size was varied between 4 and 6 μm in diameter depending on the purpose of the simulation. Here a 4 μm yeast cell was used. The cell wall was defined as a hyper-elastic material with properties defined from [22] and the cytoplasm as homogenous fluid. 
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In this work, the simulation analysis was done using ABAQUS (Version: 6.12, Dassault Systemes, Vélizy-Villacoublay Cedex, France) finite element analysis software that performs multiphysics analysis. Different settings were implemented for each stage in the modeling process depending on the parameters and condition under study. For instance, in the designing (shape, gap and size) and electrical and mechanical characterization of the nanoneedle, the objectives of the simulation are to have an equally distributed current density within the nanoneedle, to obtain the nanoneedle that causes minimal damage to the cell under study. This is performed to have the same behavior as a positive RTD, and to have high strength to be able to penetrate the cell/cell wall. This involved the use of electrical-thermal and mechanical definition. The nanoneedle was modelled as a 3D solid deformable DC3D4E with a 4-node linear coupled thermal-electrical element for the nanoneedle shape and size optimization. The nanoneedle shape of either being square or a circular ( Figure 2 ) and the gap length within the nanoneedle were studied (Figure 2b) , the uniformity of current density distribution was the determining factor. The cross-sectional area size of the nanoneedle was analyzed based on the damage the nanoneedle caused a yeast cell after penetration (Figure 3a) . The nanoneedle position on a 4 μm yeast cell model is shown in Figure 3b . The yeast cell was modelled as a solid deformable C3D8R with an 8-node linear brick 3D stress element for mechanical model. The cell model had two main components: the cell wall and cytoplasm. The size was varied between 4 and 6 μm in diameter depending on the purpose of the simulation. Here a 4 μm yeast cell was used. The cell wall was defined as a hyper-elastic material with properties defined from [22] and the cytoplasm as homogenous fluid. The second stage in the modelling was to characterize the nanoneedle behavior prior to the integration. Firstly, it was the electrical characterization, which a deformable DC3D4E model was used to model the nanoneedle for the thermal-electric characterization with a 4-node linear coupled thermal-electric element definition. Density, specific heat, electrical and thermal conductivity of tungsten were defined and a 0.1 hexahedron meshing size was applied. The aim of this simulation was to observe the behavior of the current within the nanoneedle and if it complies with the behavior of a positive RTD. A constant voltage of 1 volts was applied at one surface of the electrodes and ground to the other (Figure 4a ). The current density change was observed as the temperature varied. The temperature was defined at the surrounding in the pre-defined field as a preliminary step for the temperature to stabilize and have an even distribution within the needle prior to the application of the voltage. Secondly in the mechanical characterization, the nanoneedle was modeled as a 3D solid deformable C3D8R with an 8-node linear brick 3D stress element. Density, elastic, plastic and failure properties were defined for tungsten and a 0.1 hexahedron meshing size was applied. Ramp force was applied to the top surface of the needle where the penetration happens, and fixed at the bottom surface of the electrodes where it would attach to the glass plate in the microfluidic system (Figure 4b ). The mechanical characterization was performed to examine the nanoneedle behavior when exposed to external forces. The displacement of the nanoneedle was obtained to identify the bending it will undergo before failure when forces are applied. The damage and strain energy outputs were studied to obtain the maximum force the nanoneedle could withstand before breakage.
The third stage in the modelling was to study the performance of the nanoneedle and its response after penetrating a cell. Two steps were done to assess the performance correctly: electrical measurement on the cell, and the response to temperature change to obtain temperature versus The second stage in the modelling was to characterize the nanoneedle behavior prior to the integration. Firstly, it was the electrical characterization, which a deformable DC3D4E model was used to model the nanoneedle for the thermal-electric characterization with a 4-node linear coupled thermal-electric element definition. Density, specific heat, electrical and thermal conductivity of tungsten were defined and a 0.1 hexahedron meshing size was applied. The aim of this simulation was to observe the behavior of the current within the nanoneedle and if it complies with the behavior of a positive RTD. A constant voltage of 1 volts was applied at one surface of the electrodes and ground to the other (Figure 4a ). The current density change was observed as the temperature varied. The temperature was defined at the surrounding in the pre-defined field as a preliminary step for the temperature to stabilize and have an even distribution within the needle prior to the application of the voltage.
Secondly in the mechanical characterization, the nanoneedle was modeled as a 3D solid deformable C3D8R with an 8-node linear brick 3D stress element. Density, elastic, plastic and failure properties were defined for tungsten and a 0.1 hexahedron meshing size was applied. Ramp force was applied to the top surface of the needle where the penetration happens, and fixed at the bottom surface of the electrodes where it would attach to the glass plate in the microfluidic system (Figure 4b ). The mechanical characterization was performed to examine the nanoneedle behavior when exposed to external forces. The displacement of the nanoneedle was obtained to identify the bending it will undergo before failure when forces are applied. The damage and strain energy outputs were studied to obtain the maximum force the nanoneedle could withstand before breakage. The second stage in the modelling was to characterize the nanoneedle behavior prior to the integration. Firstly, it was the electrical characterization, which a deformable DC3D4E model was used to model the nanoneedle for the thermal-electric characterization with a 4-node linear coupled thermal-electric element definition. Density, specific heat, electrical and thermal conductivity of tungsten were defined and a 0.1 hexahedron meshing size was applied. The aim of this simulation was to observe the behavior of the current within the nanoneedle and if it complies with the behavior of a positive RTD. A constant voltage of 1 volts was applied at one surface of the electrodes and ground to the other (Figure 4a ). The current density change was observed as the temperature varied. The temperature was defined at the surrounding in the pre-defined field as a preliminary step for the temperature to stabilize and have an even distribution within the needle prior to the application of the voltage. Secondly in the mechanical characterization, the nanoneedle was modeled as a 3D solid deformable C3D8R with an 8-node linear brick 3D stress element. Density, elastic, plastic and failure properties were defined for tungsten and a 0.1 hexahedron meshing size was applied. Ramp force was applied to the top surface of the needle where the penetration happens, and fixed at the bottom surface of the electrodes where it would attach to the glass plate in the microfluidic system (Figure 4b ). The mechanical characterization was performed to examine the nanoneedle behavior when exposed to external forces. The displacement of the nanoneedle was obtained to identify the bending it will undergo before failure when forces are applied. The damage and strain energy outputs were studied to obtain the maximum force the nanoneedle could withstand before breakage. The third stage in the modelling was to study the performance of the nanoneedle and its response after penetrating a cell. Two steps were done to assess the performance correctly: electrical measurement on the cell, and the response to temperature change to obtain temperature versus current. The electrical measurement was done to determine the effect of the cell conductivity on the nanoneedle. According to the literature, single cell viability could be detected by measuring the current flow inside a cell using dual nanoprobes made of tungsten [2] . This triggered the possibility that the cell conductivity could affect the temperature measurement. Therefore, the dependency of the nanoneedle conductivity on cell conductivity had to be clearly attained. In the simulation setup, two main components were used: the nanoneedle and yeast cell model. The simulation setup proposed was mimicking the situation that would happen after the penetration (Figure 5a ). The nanoneedle was assembled and merged with the cell model into one part defined using a 4-node linear coupled thermal-electric element definition. A constant voltage value of 1 volts was applied at one surface of the electrodes and ground to the other, as shown in Figure 5b . The simulation was defined at room temperature and the output current density was obtained and compared to the value from the nanoneedle characterization.
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Fluid flow rate inside the microfluidic channel was designed to play a crucial role in the proposed nanoneedle-microfluidic system. It is responsible to push the cells towards the nanoneedle and create the required force for successful penetration. The integrated nanoneedle-microfluidic system required microchannel height optimization and velocity optimization to have the range at which successful penetration could be achieved. The microfluidic channel required height optimization due to the disturbance in the water flow caused by the nanoneedle electrodes after the integration. Water flowed in the opposite direction and backward velocity was observed that disturbed the water distribution throughout the microchannel and the penetration process. This happened to be causing cell damage as well ( Figure 6 ). Thus, the channel height had to be optimized at first with the aims of achieving full cell penetration, minimum cell damage, and least backward velocity. The channel width was maintained at 7 μm in order to minimize the number of cells entering the channel. The fourth stage of developing the nanoneedle-microfluidic system was to design the microfluidic channel and analyze the water behavior in the channel. The microfluidic system was designed to have two major components, the Polydimethylsiloxane (PDMS) channel and an external pump to control the fluid flow rate. These components were studied and constructed in a way to achieve single cell penetration and thermal characterization.
Fluid flow rate inside the microfluidic channel was designed to play a crucial role in the proposed nanoneedle-microfluidic system. It is responsible to push the cells towards the nanoneedle and create the required force for successful penetration. The integrated nanoneedle-microfluidic system required microchannel height optimization and velocity optimization to have the range at which successful penetration could be achieved. The microfluidic channel required height optimization due to the disturbance in the water flow caused by the nanoneedle electrodes after the integration. Water flowed in the opposite direction and backward velocity was observed that disturbed the water distribution throughout the microchannel and the penetration process. This happened to be causing cell damage as well ( Figure 6 ). Thus, the channel height had to be optimized at first with the aims of achieving full cell penetration, minimum cell damage, and least backward velocity. The channel width was maintained at 7 µm in order to minimize the number of cells entering the channel.
The analysis was done using a 6 µm yeast cell, nanoneedle, microchannel ( Figure 7a ) and water. The water was defined as a eulerian EC3DR model with a 4-node linear eulerian brick element definition. Density, equation of state, and viscosity of water were defined and 0.2 hexahedron meshing size was used. The parameter under study was the microchannel height by varying its value between 7 to 9 µm (Figure 7b ) and maintaining the velocity constant at 6.5 µm/s. The velocity was defined on water in the predefined field and remained flowing throughout the simulation until the penetration occurred. The analysis was done using a 6 μm yeast cell, nanoneedle, microchannel (Figure 7a ) and water. The water was defined as a eulerian EC3DR model with a 4-node linear eulerian brick element definition. Density, equation of state, and viscosity of water were defined and 0.2 hexahedron meshing size was used. The parameter under study was the microchannel height by varying its value between 7 to 9 μm (Figure 7b ) and maintaining the velocity constant at 6.5 μm/s. The velocity was defined on water in the predefined field and remained flowing throughout the simulation until the penetration occurred. After optimizing the channel height, the velocity range at which successful penetration could be achieved had to be determined in order to optimize the flow rate range to be used by the external micropump for the nanoneedle/microfluidic system. The simulation setup of the velocity analysis was the same as the height optimization simulation setup described, however, instead of maintaining the velocity constant, the optimized cross-sectional area was kept constant and the velocity was manipulated. The velocity values were varied between 5, 5.5, 6, 6.5 and 7 μm/s, and the cell penetration depth was the key determining factor for the optimized velocity value and thus optimize the water flow rate. The penetration depth was considered successful when the nanoneedle was fully penetrated without excessive penetration, which could be viewed by changing the cell shape.
In the final stage, the cell flow direction in the channel at different time was analyzed. Three S. cerevisiae cells were modeled using yeast cell mechanical properties definitions with a mesh size of 0.1. The optimized velocity of 6.5 μm/s was applied at the inlet, and the other ends were set to open, which indicates that there is no resistance to water flowing towards it. The analysis was done using a 6 μm yeast cell, nanoneedle, microchannel (Figure 7a ) and water. The water was defined as a eulerian EC3DR model with a 4-node linear eulerian brick element definition. Density, equation of state, and viscosity of water were defined and 0.2 hexahedron meshing size was used. The parameter under study was the microchannel height by varying its value between 7 to 9 μm (Figure 7b ) and maintaining the velocity constant at 6.5 μm/s. The velocity was defined on water in the predefined field and remained flowing throughout the simulation until the penetration occurred. After optimizing the channel height, the velocity range at which successful penetration could be achieved had to be determined in order to optimize the flow rate range to be used by the external micropump for the nanoneedle/microfluidic system. The simulation setup of the velocity analysis was the same as the height optimization simulation setup described, however, instead of maintaining the velocity constant, the optimized cross-sectional area was kept constant and the velocity was manipulated. The velocity values were varied between 5, 5.5, 6, 6.5 and 7 μm/s, and the cell penetration depth was the key determining factor for the optimized velocity value and thus optimize the water flow rate. The penetration depth was considered successful when the nanoneedle was fully penetrated without excessive penetration, which could be viewed by changing the cell shape.
Results and Discussion
In the final stage, the cell flow direction in the channel at different time was analyzed. Three S. cerevisiae cells were modeled using yeast cell mechanical properties definitions with a mesh size of 0.1. The optimized velocity of 6.5 μm/s was applied at the inlet, and the other ends were set to open, which indicates that there is no resistance to water flowing towards it. After optimizing the channel height, the velocity range at which successful penetration could be achieved had to be determined in order to optimize the flow rate range to be used by the external micropump for the nanoneedle/microfluidic system. The simulation setup of the velocity analysis was the same as the height optimization simulation setup described, however, instead of maintaining the velocity constant, the optimized cross-sectional area was kept constant and the velocity was manipulated. The velocity values were varied between 5, 5.5, 6, 6.5 and 7 µm/s, and the cell penetration depth was the key determining factor for the optimized velocity value and thus optimize the water flow rate. The penetration depth was considered successful when the nanoneedle was fully penetrated without excessive penetration, which could be viewed by changing the cell shape.
In the final stage, the cell flow direction in the channel at different time was analyzed. Three S. cerevisiae cells were modeled using yeast cell mechanical properties definitions with a mesh size of 0.1. The optimized velocity of 6.5 µm/s was applied at the inlet, and the other ends were set to open, which indicates that there is no resistance to water flowing towards it.
The analysis covered the design, characterizations, intracellular temperature detection and nanoneedle-microfluidic channel integration. Figure 8 illustrates the simulation results of the first stage of the designing process, covering mainly the nanoneedle design. The gap was the first factor considered in the analysis, as it is evident in Figure 8a ,b.
The current density shown by the color bar did not flow to the tip of nanoneedle (where the detection would happen after penetration) when the gap was only at the electrodes. As the gap increased towards the tip, the current density distribution was more noticeable within the nanoneedle. However, the current density did not achieve uniformity, which would affect the accuracy of the measurement. This was solved by manipulating the cross-sectional area shape from being circular to a square (Figure 8c,d) . The final selected design (Figure 8e ) had an even current density distribution throughout the sensor, a gap of 10.8 µm and a square cross-sectional area. The analysis covered the design, characterizations, intracellular temperature detection and nanoneedle-microfluidic channel integration. Figure 8 illustrates the simulation results of the first stage of the designing process, covering mainly the nanoneedle design. The gap was the first factor considered in the analysis, as it is evident in Figure 8a ,b. The current density shown by the color bar did not flow to the tip of nanoneedle (where the detection would happen after penetration) when the gap was only at the electrodes. As the gap increased towards the tip, the current density distribution was more noticeable within the nanoneedle. However, the current density did not achieve uniformity, which would affect the accuracy of the measurement. This was solved by manipulating the cross-sectional area shape from being circular to a square (Figure 8c,d) . The final selected design (Figure 8e ) had an even current density distribution throughout the sensor, a gap of 10.8 μm and a square cross-sectional area.
After the cross-sectional area shape was decided, the size was analyzed by viewing the effect of the penetration of different nanoneedle sizes (90, 160, 250, 360, 490 nm 2 ) into a yeast cell (Figure 9a e). As can be seen, all the nanoneedle sizes could penetrate the cell with the same applied force without causing any immediate bursting. However, the damage (scale of 0 in blue color and 1 in red color) of the inner part of the cell wall (marked in red circles) increased as the cross-sectional area of the nanoneedle increased. This can be explained by the increased pressure on the cell when a larger surface is pressing against it. From the Figure 9a , the damage caused by the 90 nm 2 cross-sectional area was the most reasonable as it did not cause any tearing of the inner cell wall. Thus, the final design was chosen with a gap of 10.8 μm and a 90 nm 2 square shaped cross-sectional area. After the cross-sectional area shape was decided, the size was analyzed by viewing the effect of the penetration of different nanoneedle sizes (90, 160, 250, 360, 490 nm 2 ) into a yeast cell (Figure 9a-e) . As can be seen, all the nanoneedle sizes could penetrate the cell with the same applied force without causing any immediate bursting. However, the damage (scale of 0 in blue color and 1 in red color) of the inner part of the cell wall (marked in red circles) increased as the cross-sectional area of the nanoneedle increased. This can be explained by the increased pressure on the cell when a larger surface is pressing against it. From the Figure 9a , the damage caused by the 90 nm 2 cross-sectional area was the most reasonable as it did not cause any tearing of the inner cell wall. Thus, the final design was chosen with a gap of 10.8 µm and a 90 nm 2 square shaped cross-sectional area. The second stage of the designing was the characterization of the nanoneedle. Thermal/electric characterization was performed in order to characterize the nanoneedle response to temperature and validate whether it follows the concept of the resistance temperature detectors that the design was based on. Figure 10a ,b present the simulation results of the current density of the nanoneedle defined The second stage of the designing was the characterization of the nanoneedle. Thermal/electric characterization was performed in order to characterize the nanoneedle response to temperature and validate whether it follows the concept of the resistance temperature detectors that the design was based on. Figure 10a ,b present the simulation results of the current density of the nanoneedle defined at 293.15 K (room temperature) and 333.15 K. It was observed from the results that the intensity of current density decreased as the temperature increased. The behavior was the same as the resistance temperature detector's (RTD) response to temperature, which confirms the concept. Figure 9 . The penetration effect of the different nanoneedle sizes (cross-sectional areas) of (a) 90 nm 2 , (b) 160 nm 2 , (c) 250 nm 2 , (d) 360 nm 2 , and (e) 490 nm 2 on the single cell. The red circles shows the damage of the inner part of the cell wall.
The second stage of the designing was the characterization of the nanoneedle. Thermal/electric characterization was performed in order to characterize the nanoneedle response to temperature and validate whether it follows the concept of the resistance temperature detectors that the design was based on. Figure 10a ,b present the simulation results of the current density of the nanoneedle defined at 293.15 K (room temperature) and 333.15 K. It was observed from the results that the intensity of current density decreased as the temperature increased. The behavior was the same as the resistance temperature detector's (RTD) response to temperature, which confirms the concept. Mechanical characterization of the nanoneedle was done to characterize the needle performance under the effect of external forces. When an external force was applied, pressure was clearly observed at the nanoneedle tip, which indicated the location prone to damage (Figure 11a) . Furthermore, displacement of the nanoneedle tip study was done to determine the effects of the forces applied on the nanoneedle, which will cause it to start to bend (Figure 11b) . The graph showed that as the forces Mechanical characterization of the nanoneedle was done to characterize the needle performance under the effect of external forces. When an external force was applied, pressure was clearly observed at the nanoneedle tip, which indicated the location prone to damage (Figure 11a) . Furthermore, displacement of the nanoneedle tip study was done to determine the effects of the forces applied on the nanoneedle, which will cause it to start to bend (Figure 11b) . The graph showed that as the forces gradually increased, the displacement increased, and would overshoot when the force approximately reached 12 µN. This could be explained that the nanoneedle started to undergo permanent deformation and the bonds between the molecules weakened, which will need to be calibrated to perform successful measurements. Figure 12a shows the results of the nanoneedle damage. The maximum force that can be applied to the nanoneedle was 22.5 µN. This is sufficient for the purpose of cell penetration in particular yeast cell, as it has been proven that a force of up to 1 µN was needed for yeast cell penetration [23] . The plot of the strain energy versus the force applied in Figure 12b further confirmed the force at which the damage occurred since the strain drastically dropped when the force reached 22.5 µN.
The third stage was the electrical measurement on S. cerevisiae cell. Figure 13a ,b show the simulation results of the voltage and the current density obtained from the S. cerevisiae cell electrical measurement.
Appl. Sci. 2016, 6, 339 9 of 15 gradually increased, the displacement increased, and would overshoot when the force approximately reached 12 μN. This could be explained that the nanoneedle started to undergo permanent deformation and the bonds between the molecules weakened, which will need to be calibrated to perform successful measurements. Figure 12a shows the results of the nanoneedle damage. The maximum force that can be applied to the nanoneedle was 22.5 μN. This is sufficient for the purpose of cell penetration in particular yeast cell, as it has been proven that a force of up to 1 μN was needed for yeast cell penetration [23] . The plot of the strain energy versus the force applied in Figure 12b further confirmed the force at which the damage occurred since the strain drastically dropped when the force reached 22.5 μN. Figure 12a shows the results of the nanoneedle damage. The maximum force that can be applied to the nanoneedle was 22.5 μN. This is sufficient for the purpose of cell penetration in particular yeast cell, as it has been proven that a force of up to 1 μN was needed for yeast cell penetration [23] . The plot of the strain energy versus the force applied in Figure 12b further confirmed the force at which the damage occurred since the strain drastically dropped when the force reached 22.5 μN. As shown, the voltage clearly passed through the cell, which means that the voltage drop direction passed through the cell, confirming that the current had a path through the cell. From the current density shown in Figure 13b , the current density value was not different than the value obtained in Figure 10 , which was done independent of the cell. This confirms that the cell conductivity had no effect on the nanoneedle conductivity. This also could be validated by comparing it to the current measurement of yeast cell obtained in [23] that was only in 262 pA. To further understand the analysis, a cross-sectional view was taken and presented in Figure 14a ,b. From the results, the color legend clearly showed that the current passed through the nanoneedle and was absolutely independent of the cell conductivity. In addition, the direction the current took to reach As shown, the voltage clearly passed through the cell, which means that the voltage drop direction passed through the cell, confirming that the current had a path through the cell. From the current density shown in Figure 13b , the current density value was not different than the value obtained in Figure 10 , which was done independent of the cell. This confirms that the cell conductivity had no effect on the nanoneedle conductivity. This also could be validated by comparing it to the current measurement of yeast cell obtained in [23] that was only in 262 pA. To further understand the analysis, a cross-sectional view was taken and presented in Figure 14a ,b. From the results, the color legend clearly showed that the current passed through the nanoneedle and was absolutely independent of the cell conductivity. In addition, the direction the current took to reach the ground shown in Figure 14b was only within the nanoneedle. This further confirms that the measurement of the temperature is independent of the cell and it is only dependent on the nanoneedle conductivity characteristic and its intrinsic properties that change with the temperature. Figure 13b , the current density value was not different than the value obtained in Figure 10 , which was done independent of the cell. This confirms that the cell conductivity had no effect on the nanoneedle conductivity. This also could be validated by comparing it to the current measurement of yeast cell obtained in [23] that was only in 262 pA. To further understand the analysis, a cross-sectional view was taken and presented in Figure 14a ,b. From the results, the color legend clearly showed that the current passed through the nanoneedle and was absolutely independent of the cell conductivity. In addition, the direction the current took to reach the ground shown in Figure 14b was only within the nanoneedle. This further confirms that the measurement of the temperature is independent of the cell and it is only dependent on the nanoneedle conductivity characteristic and its intrinsic properties that change with the temperature. The second analysis was done to determine the temperature detection abilities of the nanoneedle. A plot of the current change as a function of temperature ranging from 293.15-333.15 K is shown in Figure 15 . The behavior of the graph showed the same behavior as an RTD with a positive TCR: a decrease in the current as the temperature increased, which has an inverse relation to the resistance. The results confirmed that the nanoneedle was able to detect the temperature in the required range with a sensitivity of 0.015 °C having a difference of approximately 50 nA between the minimum and the maximum temperature. Another study was to examine how fast the nanoneedle responded to temperature change in the surrounding. The temperature difference was set to be 0.02 °C by setting the surrounding temperature to 293.17 K and the temperature of the nanoneedle at 293.15 K. Figure 16a illustrates the transition the nanoneedle undertook while attempting to come in equilibrium with the The second analysis was done to determine the temperature detection abilities of the nanoneedle. A plot of the current change as a function of temperature ranging from 293.15-333.15 K is shown in Figure 15 . The behavior of the graph showed the same behavior as an RTD with a positive TCR: a decrease in the current as the temperature increased, which has an inverse relation to the resistance. The results confirmed that the nanoneedle was able to detect the temperature in the required range with a sensitivity of 0.015 • C having a difference of approximately 50 nA between the minimum and the maximum temperature. Another study was to examine how fast the nanoneedle responded to temperature change in the surrounding. The temperature difference was set to be 0.02 • C by setting the surrounding temperature to 293.17 K and the temperature of the nanoneedle at 293.15 K. Figure 16a illustrates the transition the nanoneedle undertook while attempting to come in equilibrium with the surrounding temperature. Figure 16b shows the temperature response after it came into equilibrium with the surrounding temperature; the plot showed that the nanoneedle took 10 ms to come in equilibrium with the surrounding temperature. The results presented show that the nanoneedle can react to temperature in a very fast time with high sensitivity, which is very important in single cell temperature measurements.
The fourth stage of the analysis was to optimize the microchannel height and the velocity for successful penetration. Figure 17 shows the simulation results of the microchannel height optimization analysis. The channel height had a strong effect on the cell flow and penetration into the nanoneedle. The higher the height, the better the flow was and the more penetration was observed on the cell. This could be explained by the effect of the water flow distribution that was disturbed by the electrode structure in the microchannel (Figure 18) . By comparing the backward velocities in channel heights of 7, 8 and 9 µm, the velocity flow in the opposite direction of the nanoneedle was higher as the channel height decreased (indicated by the red arrow and the highest legend value in Figure 18 ). Furthermore, there was a noticeable forward velocity flowing towards the nanoneedle in the all heights. However, the 8 µm channel height had more forward flow distribution towards the nanoneedle compared to the 7 µm but with clear backward velocity. The 9 µm channel height, had no obvious backwards velocity and more forward velocity flow in the channel.
surrounding temperature. Figure 16b shows the temperature response after it came into equilibrium with the surrounding temperature; the plot showed that the nanoneedle took 10 ms to come in equilibrium with the surrounding temperature. The results presented show that the nanoneedle can react to temperature in a very fast time with high sensitivity, which is very important in single cell temperature measurements. The fourth stage of the analysis was to optimize the microchannel height and the velocity for successful penetration. Figure 17 shows the simulation results of the microchannel height optimization analysis. The channel height had a strong effect on the cell flow and penetration into the nanoneedle. The higher the height, the better the flow was and the more penetration was observed on the cell. This could be explained by the effect of the water flow distribution that was disturbed by the electrode structure in the microchannel (Figure 18) . By comparing the backward velocities in channel heights of 7, 8 and 9 μm, the velocity flow in the opposite direction of the nanoneedle was higher as the channel height decreased (indicated by the red arrow and the highest legend value in Figure 18 ). Furthermore, there was a noticeable forward velocity flowing towards the nanoneedle in the all heights. However, the 8 μm channel height had more forward flow distribution towards the nanoneedle compared to the 7 μm but with clear backward velocity. The 9 μm channel height, had no obvious backwards velocity and more forward velocity flow in the channel. equilibrium with the surrounding temperature. The results presented show that the nanoneedle can react to temperature in a very fast time with high sensitivity, which is very important in single cell temperature measurements. The fourth stage of the analysis was to optimize the microchannel height and the velocity for successful penetration. Figure 17 shows the simulation results of the microchannel height optimization analysis. The channel height had a strong effect on the cell flow and penetration into the nanoneedle. The higher the height, the better the flow was and the more penetration was observed on the cell. This could be explained by the effect of the water flow distribution that was disturbed by the electrode structure in the microchannel (Figure 18) . By comparing the backward velocities in channel heights of 7, 8 and 9 μm, the velocity flow in the opposite direction of the nanoneedle was higher as the channel height decreased (indicated by the red arrow and the highest legend value in Figure 18 ). Furthermore, there was a noticeable forward velocity flowing towards the nanoneedle in the all heights. However, the 8 μm channel height had more forward flow distribution towards the nanoneedle compared to the 7 μm but with clear backward velocity. The 9 μm channel height, had no obvious backwards velocity and more forward velocity flow in the channel. After optimizing the channel height, the velocity range at which successful penetration could be achieved had to be determined in order to optimize the flow rate range to be used by the external micropump for the nanoneedle-microfluidic system. Figure 19 presents the simulation results for flow rate optimization. Figure 19a displays the side view of the penetration, while Figure 19b shows the top view of the penetration depth. At first, the velocity was set to 5 µm/s, which was equivalent to 18.9 pL/min and was gradually increased to 7 µm/s to study the penetration behavior. From the results, velocities 5 and 5.5 µm/s did not show any signs of penetration, in fact, velocity 5.5 µm/s overtook the nanoneedle and flew towards the upper part of the microchannel. Velocity 6 µm/s showed some penetration; however, it was insufficient as the cell penetrated to the center of the nanoneedle and stopped due to the backward velocity pushing the cell, when the aim was to penetrate and to fully cover the nanoneedle. The most suitable velocity was 6.5 µm/s, which displayed successful penetration. Lastly, velocity 7 µm/s caused excessive penetration and the cell was squashed into the nanoneedle electrodes, which caused the shape to slightly deform. Consequently, the optimum velocity range for cell penetration would be between 6.5 to 6.9 µm/s. Below that range, the cell will not penetrate to the desired location, and above that range, the cell will over-penetrate and may lead to cell damaged. Table 1 After optimizing the channel height, the velocity range at which successful penetration could be achieved had to be determined in order to optimize the flow rate range to be used by the external micropump for the nanoneedle-microfluidic system. Figure 19 presents the simulation results for flow rate optimization. Figure 19a displays the side view of the penetration, while Figure 19b shows the top view of the penetration depth. At first, the velocity was set to 5 μm/s, which was equivalent to 18.9 pL/min and was gradually increased to 7 μm/s to study the penetration behavior. From the results, velocities 5 and 5.5 μm/s did not show any signs of penetration, in fact, velocity 5.5 μm/s overtook the nanoneedle and flew towards the upper part of the microchannel. Velocity 6 μm/s showed some penetration; however, it was insufficient as the cell penetrated to the center of the nanoneedle and stopped due to the backward velocity pushing the cell, when the aim was to penetrate and to fully cover the nanoneedle. The most suitable velocity was 6.5 μm/s, which displayed successful penetration. Lastly, velocity 7 μm/s caused excessive penetration and the cell was squashed into the nanoneedle electrodes, which caused the shape to slightly deform. Consequently, the optimum velocity range for cell penetration would be between 6.5 to 6.9 μm/s. Below that range, the cell will not penetrate to the desired location, and above that range, the cell will over-penetrate and may lead to cell damaged. Table 1 summarizes the results of flow rate optimization. Finally, the velocity of 6.5 μm/s that was optimized in the last section was applied at the inlet. Finally, the velocity of 6.5 µm/s that was optimized in the last section was applied at the inlet. The streamline plot of the water flow in the Y-shaped microchannel at the time of 5 and 35 s are shown in Figure 20 . At 35 s, the highest flow was moving toward the long side of the microchannel, which led to migration of cell to nanoneedle side. From the results, the cells flew in a queue towards the long side of the Y-shaped microchannel, which leads to the cells migrating to the nanoneedle. The results show that the single cell can reach to the nanoneedle for penetration. Since the cell wall of the yeast cell is harder than the plasma membrane, the nanoneedle penetration in the cell wall ensures the penetration into plasma membrane.
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Finally, the velocity of 6.5 μm/s that was optimized in the last section was applied at the inlet. The streamline plot of the water flow in the Y-shaped microchannel at the time of 5 and 35 s are shown in Figure 20 . At 35 s, the highest flow was moving toward the long side of the microchannel, which led to migration of cell to nanoneedle side. From the results, the cells flew in a queue towards the long side of the Y-shaped microchannel, which leads to the cells migrating to the nanoneedle. The results show that the single cell can reach to the nanoneedle for penetration. Since the cell wall of the yeast cell is harder than the plasma membrane, the nanoneedle penetration in the cell wall ensures the penetration into plasma membrane. The cell extraction process in the microfluidic device was also simulated at different time ( Figure  21) . It is important to analyze two or more cells by the same microfluidic device. Velocity of 6.5 μm/s was used since it showed no effect on the nanoneedle at the inlet, and the other ends were set to open. The cell extraction process in the microfluidic device was also simulated at different time ( Figure 21) . It is important to analyze two or more cells by the same microfluidic device. Velocity of 6.5 µm/s was used since it showed no effect on the nanoneedle at the inlet, and the other ends were set to open. It was clearly observed that the cells were moved toward the both outlets one after another, which indicated the advantages of two holes to extract the cells fast without clogging of cells. It was clearly observed that the cells were moved toward the both outlets one after another, which indicated the advantages of two holes to extract the cells fast without clogging of cells. 
Conclusions
Single cell analysis has become an important field in the medical research and diagnoses. The temperature of a cell in particular is able to reveal vital information on cells' activities, mechanics and development. In this paper, a nanoneedle-microfluidic system to measure single cell temperature was proposed. The design was divided into three main stages, starting with nanoneedle design optimization and mechanical and electrical characterization; then integration with a microfluidic channel; and finally obtaining temperature measurement curve. Tungsten was chosen as the sensing 
Single cell analysis has become an important field in the medical research and diagnoses. The temperature of a cell in particular is able to reveal vital information on cells' activities, mechanics and development. In this paper, a nanoneedle-microfluidic system to measure single cell temperature was proposed. The design was divided into three main stages, starting with nanoneedle design optimization and mechanical and electrical characterization; then integration with a microfluidic channel; and finally obtaining temperature measurement curve. Tungsten was chosen as the sensing material and the results showed that a rectangular shaped sensor with a gap of 10.8 µm gave an equally distributed current density within the sensor, and a 90 nm 2 cross-sectional area caused minimal damage to the cell. The mechanical characterization study and the nanoneedle showed to be able to resist ramp force applied on it up to 22.5 µN before went into failure. Electrical measurement of the cell showed that the current only moved within the nanoneedle and the nanoneedle was independent of the cell conductivity. The thermal characterization within the cell showed that a current difference of 50 nA could be observed, giving a resolution of 0.02 • C in the range of 24-60 • C. The nanoneedle reached equilibrium temperature in 10 ms. A Y microchannel design was optimized to have of 63 µm 2 , considering the effect of the nanoneedle to the flow of water. A flow rate of 24.6 pL/min allowed for cell penetration causing minimal damage to the cell. This system is able to measure the intracellular temperature of single cells and has the potential to be used in biomedical application such as drug delivery.
